Many different bacteria have been found to produce diffusible antibacterial substances known as bacteriocins (3) . Several investigators have specifically demonstrated production of antibacterial substances by Vibrio cholerae. During conjugation studies, it was demonstrated that bacteriocin production was linked to the fertility factor (2) , and after extensive screening experiments it was shown that vibriocin production was a characteristic common to both V. cholerae and V. cholerae biotype el tor (5 All V. cholerae and V. cholerae biotype el tor strains used in this study and their sources are listed in Table 1 . The strain of V. cholerae biotype el tor was nonhemolytic, chicken cell agglutination-positive, cholera phage IV-resistant, and polymyxin B-resistant (10 ,ug). The Shigella strains used were made available by Ranjit Sen, All India Institute of Hygiene and Public Health, Calcutta, India. The Proteus vulgaris strains were received from S. P. De, Jr., Cholera Research Centre, Calcutta, India. All other Enterobacter-I Scientist, World Health Organization, Inter-regional Cholera Team, Calcutta. maintenance of stock cultures was accomplished in semisolid maintenance medium (4) .
The present methods of demonstrating vibriocin production were found to be unsatisfactory. Various Samples (15 ml) of nutrient broth with 1% agar were dispensed in petri dishes. Circular reservoirs (four to five per plate) were made in the solidified agar with a cork borer. The agar circles were removed, and the wells were filled with 0.5 ml of melted nutrient agar (3.5 ml) containing 0.25 ml of a 6-hr broth culture of the test organisms (109 organisms/ml). The plates were incubated for 48 hr at 37 C and left for 6 hr at 4 C; then the organisms were killed by exposure to chloroform vapor for 1 hr. After the plates had dried for 1 hr at 37 C, 0.25 ml of indicator strain was added to 3.5 ml of melted nutrient agar and the mixture was poured over the reservoir containing basal layer. The inoculated plates were held for 18 hr at 4 C, incubated for 24 hr at 37 C, and finally examined for the presence of zones of inhibition of the indicator strains around the reservoirs containing the test strain. The zones were measured in millimeters from the edge of the reservoirs to the edge of the clean zone of inhibition. Measured zones, although small, were clearly discemible. Zones of incomplete inhibition continued further out into the medium, depending upon the rate of diffusion of the bacteriocin. Zones of inhibition were tested for the presence of bacteriophage involvement and were regularly found to be negative.
The vibriocin producers V. cholerae NIHR41 and V. cholerae NIHR35A3 exerted a wide range of antibacterial activity throughout the Enterobacteriaceae ( 63 and V. cholerae biotype el tor CRC-lD179/67 were used as known positive controls to establish vibriocin production. A negative control organism, V. cholerae V63/Str-rP, a proven female and nonproducer of vibriocin (2), was checked against all indicator strains, including the Vibrio controls, and had no effect against any of them.
